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SUPPLEMENTARY TABLES
N=19 Among the KO mice that were born, 11 exhibited smaller body axes and impaired movement; 3 died perinatally. (1/1000, R&D, AF4534), guinea pig anti-FoxP1 (a gift from TM Jessell), rabbit anti-Foxp1 (1/20,000, Abcam, ab16645), Rabbit anti-GFAP (1/1000, Millipore, AB5804).
Table S2. Related to Figure 4, microanalysis of mir-17~92 targets in motor neurons
Guinea pig or rabbit anti-Hoxc6 and Hoxc9 (gifts from TM Jessell). Unless otherwise specified mouse, guinea pig or rabbit anti-Isl1/2, Lhx3, Nxk6.1, Hb9, and Chx10 were generously provided by Dr. TM Jessell and Susan Morton. Alexa488-, FITC-, Cy3-and Cy5-conjugated secondary antibodies were obtained from either Invitrogen or Jackson
Immunoresearch.
AnnexinV Assay
Mir-17~92 WT and KO ES cells were differentiated into spinal MNs. From day 5 onwards, WT and KO EBs were either supplemented with or without 10ng/mL of NF cocktails, including the following between days 5 and 7. WT and KO EBs with or without NFs were dissociated and apoptosis was assayed with Annexin V-PE kit (BD) according to manufacturer's instructions using FACScalibur (BD).
Axonal projection and innervation
Hb9::GFP ; mir-17~92 WT and null E14.5 embryos were fixed in 4% PFA at 4°C overnight, followed by washes in PBS and blocking with 10% FBS overnight. GFP signal was boosted with sheep anti-GFP (1/1000, AbD Serotec, 4745-1051) for 4 days, washed in PBS and incubated in Alexa488-donkey anti-sheep (1/1000, Invitrogen, A11015) for 2 days followed by PBS washes.
For axonal projection, embryos were embedded in 4% low melting agarose in PBS and sectioned by vibrotome (DSK DTK-1000) to ~250 μm in width. Samples were mounted to slides with Aqua-Poly/Mount (Polysciences, Inc).
For axonal innervation, stained embryos were dehydrated in methanol with increasing ratios of BABB (1 benzyl alcohol : 2 benzyl benzoate). Dehydrated embryos were left in 100% BABB until imaging. 
Ubiquitination assay and Western blotting
Cellular fractionation
To extract nuclear and cytoplasmic fractions, cells were first lysed on ice in buffer A (50 mM NaCl, 10 mM HEPES pH 8.0, 500 mM sucrose, 1 mM EDTA, 0.2% Triton X-100 and complete protease inhibitor cocktail from Roche All peptides were synthesized by Genomics and resuspended in PBS to make a stock of 10 mM.
To examine the effects of peptides on PTEN nuclear translocation and MN survival, WT and mir-17~92 −/− ES cell lines were differentiated with caudalized medium on day 2 and were dissociated on day 5, followed by cell-penetrating peptides treatment (15 M)
for 24 to 48 hrs. PTEN protein levels in MNs were determined by immunostaining of PTEN and IsL1(2) and analyzed by a high throughput microscope (ImageXpress, Molecular Devices). Nuclear and cytosolic PTEN intensities in ~200 IsL1(2) on WT or mir-17~92 −/− MNs of each treatment (from at least three independent experiments) were quantified by MetaMorph software. The ratio of survived MNs was determined by counting IsL1(2) on MNs and total DAPI on cells from~10 fields of each independent experiments (n>3).
